Abstract: Particulate matter (PM) such as ultrafine particulate matter (UFP) and the organic compound pollutants such as polycyclic aromatic hydrocarbon (PAH) are widespread in the environment. UFP and PAH are present in the air, and their presence may enhance their individual adverse effects on human health. However, the mechanism and effect of their combined interactions on human cells are not well understood. We investigated the combined toxicity of silica nanoparticles (SiNPs) (UFP) and Benzo[a]pyrene (B[a]P) (PAH) on human endothelial cells. Human umbilical vascular endothelial cells (HUVECs) were exposed to SiNPs or B[a]P, or a combination of SiNPs and B[a]P. The toxicity was investigated by assessing cellular oxidative stress, DNA damage, cell cycle arrest, and apoptosis. Our results show that SiNPs were able to induce reactive oxygen species generation (ROS). B[a]P, when acting alone, had no toxicity effect. However, a co-exposure of SiNPs and B[a]P synergistically induced DNA damage, oxidative stress, cell cycle arrest at the G2/M check point, and apoptosis. The co-exposure induced G2/M arrest through the upregulation of Chk1 and downregulation of Cdc25C, cyclin B1. The co-exposure also upregulated bax, caspase-3, and caspase-9, the proapoptic proteins, while down-regulating bcl-2, which is an antiapoptotic protein. These results show that interactions between SiNPs and B[a]P synergistically potentiated toxicological effects on HUVECs. This information should help further our understanding of the combined toxicity of PAH and UFP.
Introduction
Air pollution has been linked to increasing cardiovascular and pulmonary diseases disease morbidity and mortality [1] [2] [3] [4] . It has been shown to escalate the progression of atherosclerosis, and induce plaque stability, thrombogenesis, vascular dysfunction, and autonomic imbalance [5] . These are linked to the development of cardiovascular disease. Air pollutants consist of particulate matter (PM), organic compounds, gases, and toxic metals [6, 7] . The PM is categorized into PM 10 (diameter less than 10 µm), PM 2.5 (diameter less than 2.5 µm), and ultrafine particles (UFPs) (diameter less than 0.1 µm) [8] . The UFPs are the most harzardous pollutants of the PMs owing to their size, which allows deeper inhalation and penetration into the body's organs (citation). Organic compound exposed to SiNPs and/or B[a]P for another 24 h. To minimize the aggregation of SiNPs, they were sonicated at 160 W, 20 kHz, for 5 min, before being added to the culture medium. The treatment groups where designed as SiNPs (10 µg/mL), B[a]P (1 mM), and SiNPs + B[a]P (10 µg/mL + 1 mM), with 1% DMSO culture medium and pure culture medium as control groups.
Cell Viability Assay
The viability of the HUVECs was detected by a Cell Counting Kit-(CCK-) 8 (KeyGEN, Nanjing, China). Briefly, cells with 1 × 10 4 cells per well were adhered to the bottom of 96-well plates for 24 h, followed by SiNPs and/or B[a]P. After 24 h incubation, the equivalent amount of CCK-8 reagent was put in each well and measured by a microplate reader at 492 nm (Thermo Multiskan MK3, Pittsburgh, PA, USA). To evaluate the cytotoxicity of the SiNPs and B[a]P mixture, we first tested the cell viability at 2.5, 5, 10, and 20 µg/mL concentration of SiNPs, and 0.25, 0.5, 1, and 2 µM concentration of B[a]P, and then selected a No Observed Effect Concentration (NOEC) for the assessment of the mixture's toxicity.
Reactive Oxygen Species Generation Assessment
For the screening of the intracellular ROS level, flow cytometry was used with an oxidation-sensitive probe, the 2 , 7 -dichlorofluorescein diacetate (DCFH-DA) (JianCheng, Nanjing, China). First, the cells were treated with SiNPs and/or B[a]P for 24 h, and were then double washed with PBS and incubated for a further 30 min at 37 • C in the dark with serum-free DMEM medium containing 10 µM DCFH-DA. Consequently, we collected the cells and washed them using PBS, before determining the fluorescent intensities and percentage of positive cells at 488 nm excitation, 525 nm emission, using a flow cytometer (Becton Dickison, Franklin Lakes, NJ, USA).
Oxidative Damage Assessment
Oxidative damage is determined by the malondialdehyde (MDA) content, and the superoxide dismutase (SOD) and glutathione peroxidase (GSH-px) activities. After 24 h exposure to SiNPs and/or B[a]P, the cells were washed with ice-cold PBS, and lysed in ice-cold RIPA (DingGuo, Beijing, China) lysis buffer for 30 min. The lysates were centrifuged at 12,000 rpm for 10 min, and supernatants were collected to measure the MDA content, and SOD and GSH-px activities. Commercially available kits (Jiancheng Bioeng Inst., Nanjing, China) were used for the measurements. The protein concentration was determined using a bicinchoninic acid (BCA) protein assay (Pierce, Rockford, IL, USA).
DNA Damage Assay
To quantify the DNA damage, a single cell gel electrophoresis (SCGE) kit (Research Biolab, Beijing, China) was used. After 24 h of cell treatment with SiNPs and/or B[a]P, 1 × 10 6 cells were collected and washed with PBS, and about 10 µL of cell suspension was combined with 90 µL agarose and moved to agarose-coated slides, concealed with cover slips, and cooled at 4 • C for 4 min. The slides were placed in fresh lysis solution for 2 h at 4 • C in the dark, and were then electrophoresed at 25 V, 300 mA, 1 V/cm for 30 min, for DNA unwinding. Propidium iodide (PI) was used to stain the slides, which were then detected by a fluorescence microscope (Olympus, Tokyo, Japan). The CASP software was used to compute the DNA damage rate, tail DNA percentage, tail length, and Olive Tail Moment (OTM).
Cell Cycle Assays
The cell cycle distribution was determined by a cell cycle detection kit (KeyGen, Nanjing, China). HUVECs (1.0 × 10 6 /well) were plated and treated in 6-well plates (three wells per group). Cells were treated by SiNPs and/or B[a]P for 24 h, and were then fixed in ice-cold 70% ethanol at 4 • C overnight. After that, the cells were incubated at 37 • C for 30 min with 100 µL Rnase A and 400 µL PI, respectively. Finally, the samples were examined by a flow cytometer (FC500, Beckman Coulter, Brea, CA, USA).
Analysis of Apoptosis
Apoptosis in HUVECs was detected by an annexin V and propidium iodide (PI) assay kit (KeyGen, Nanjing, China). After being treated with SiNPs and/or B[a]P for 24 h, the HUVECs were immersed in 500 µL binding buffer and stained with 5 µL Annexin V-FITC for 15 min, before being treated with 5 µL PI at room temperature. The cells were later loaded on a flow cytometer (Millipore, Billerica, MA, USA), and data from 10,000 cells/sample were analyzed at 488 nm.
Western Blot
To analyze whether combined SiNPs and B[a]P exposure influences the expression of the G2/M DNA damage checkpoint and apoptosis regulators, we measured the protein levels of Chk1, Cdc25C, cyclin B1/Cdc2, Bcl-2, Bax, Caspase 9, and Caspase 3 in HUVECs, using western blot analysis. The cells were lysed through the RIPA buffer on ice. Equal amounts of protein lysates were loaded onto SDS-polyacrylamide gel electrophoresis, to be separated, and were then transferred to polyvinylidene fluoride membranes (PVDF) (Millipore, Billerica, MA, USA). 5% skim milk mixed with Tris-buffered saline (TBS) was used to block the PVDF membranes for 1 h. Then, the PVDF membranes were cultured with the appropriate primary antibodies (Cell Signaling Technology, Beverly, MA, USA) at 4 • C for the whole night. The PVDF membrane was washed with TBST three times and was incubated with fluorescent secondary antibodies (Cell Signaling Technology, Beverly, MA, USA) for 1 h in the dark. After having been rinsed with TBST, blotted proteins were detected and imaged through the Odyssey Infrared Imaging System (LI-COR Biosciences, Lincon, NE, USA). Data were analyzed using the Image J software (National Institutes of Health, Bethesda, MD, USA).
Statistical Analysis
One-way analysis of variance (ANOVA) was used to determine the differences between the treatment groups. While two factorial analysis of variance (ANOVA) was used to determine SiNPs and B[a]P interactions, an F value greater than a F(4,10) = 3.4780 critical value indicates that there is a deference between the treatment groups. Their marginal means were compared using profile plots (interaction plots), as described by Ennos [26] and Yu, et al. [27] . The interaction plots of estimated marginal means for visual exploration of interactions involving combinations of between-subjects and/or within-subjects factors, was constructed using the General Linear Model (GLM) command in SPSS. The results were displayed graphically using the plots where parallel lines indicated an additive effect, while nonparallel lines indicated a synergy interaction effect. The statistical significance was considered at a p value < 0.05. All of the experiments were performed in triplicate and expressed as a mean ± SD. SPSS. (Version 16.0, SPSS Inc., Chicago, IL, USA) software was used to perform statistical analyses.
Results

Characterization of SiNPs
SiNPs were near-spherical and well isolated, as shown in Figure 1A , while their sizes were normally distributed, with an average diameter of 62.88 ± 10.16 nm ( Figure 1B) . The hydrodynamic sizes of SiNPs were measured in distilled water, DMEM medium, 1% DMSO DMEM, and 10% serum DMEM exposure media. There was an inverse relationship between the hydrodynamic sizes and zeta potential of SiNPs, as shown in Table 1 . The data shows an increase in the hydrodynamic size with a decrease in the zeta potential in different media. 
Cell Viability Assessment
The cell viability was reduced with an increasing dose of both SiNPs and B[a]P, as shown in Figure 2A ,B. A NOEC for both SiNPs and B[a]P was chosen to investigate their combined exposure effect and interaction. A total of 10 μg/mL of SiNPs and 1 μM of B[a]P were chosen. The cell viability of SiNPs, B[a]P, and their mixture exposure groups, was 95.4%, 86.7%, and 73.5%, respectively ( Figure 2C ). The data demonstrated a synergy interaction between SiNPs and B[a]P (F = 6.476, p = 0.021), which was further proved by the profile plots ( Figure 2D ). The data on morphological changes observed in treated cells are presented in Figure 3A -E. The morphological changes showed that SiNPs + B[a]P treated cells had a reduced cell density and irregular cell shapes, as shown in Figure 3E . 
The cell viability was reduced with an increasing dose of both SiNPs and B[a]P, as shown in Figure 2A ,B. A NOEC for both SiNPs and B[a]P was chosen to investigate their combined exposure effect and interaction. A total of 10 µg/mL of SiNPs and 1 µM of B[a]P were chosen. The cell viability of SiNPs, B[a]P, and their mixture exposure groups, was 95.4%, 86.7%, and 73.5%, respectively ( Figure 2C ). The data demonstrated a synergy interaction between SiNPs and B[a]P (F = 6.476, p = 0.021), which was further proved by the profile plots ( Figure 2D ). The data on morphological changes observed in treated cells are presented in Figure 3A -E. The morphological changes showed that SiNPs + B[a]P treated cells had a reduced cell density and irregular cell shapes, as shown in Figure 3E . 
Intracellular ROS Generation
There was a significant increase in the intracellular ROS levels of the SiNPs and B[a]P + SiNPs treated groups, as shown in Figure 4A . The data indicate that the co-exposure of SiO2NPs and B[a]P 
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Oxidative Damage
The data on MDA content, and SOD and GSH-px activities, and the level of cells exposed to SiNPs and/or B[a]P, are presented in Figure 5A ,C,E, respectively. The results show an increased MDA content and decreased SOD and GSH-px activities in cells exposed to SiNPs and/or B[a]P. The co-exposure of SiNPs and B[a]P co-significantly increased the MDA content, while reducing SOD and GSH-px activities, when compared to the control or other treated groups. This suggests that co-exposure enhances oxidative damage to a greater extent than individual chemical exposure. Factorial analysis further demonstrates the synergistic interaction in the increase of MDA content (F = 5.084, p = 0.026, Figure 5B ) and decrease of GSH-px activity (F = 11.174, p = 0.006, Figure 5F ), with an additive effect of decreasing SOD activity (F = 3.506, p = 0.143, Figure 5D ). 
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The data on MDA content, and SOD and GSH-px activities, and the level of cells exposed to SiNPs and/or B[a]P, are presented in Figure 5A ,C,E, respectively. The results show an increased MDA content and decreased SOD and GSH-px activities in cells exposed to SiNPs and/or B[a]P. The co-exposure of SiNPs and B[a]P co-significantly increased the MDA content, while reducing SOD and GSH-px activities, when compared to the control or other treated groups. This suggests that co-exposure enhances oxidative damage to a greater extent than individual chemical exposure. Factorial analysis further demonstrates the synergistic interaction in the increase of MDA content (F = 5.084, p = 0.026, Figure 5B ) and decrease of GSH-px activity (F = 11.174, p = 0.006, Figure 5F ), with an additive effect of decreasing SOD activity (F = 3.506, p = 0.143, Figure 5D ). (D) Profile plots shows that the superoxide dismutase activity decrease was additive (F = 3.506, p = 0.143); (E) Decrease in glutathione peroxidase activity; (F) Profile plot shows a synergy interaction in the decrease of glutathione peroxidase activity (F = 11.174, p = 0.006). ** p < 0.01 for the treated group compared to the control, while # p < 0.05 for the combined group compared to single treated groups.
DNA Damage
The DNA damage results of different treated groups are presented in Figure 6A -E. A significant difference is exhibited by the co-exposed group, when compared to the other groups. Factorial analysis confirms that the co-exposure of SiNPs and B[a]P induces DNA damage in a synergistic manner (F = 28.392, p < 0.001, Figure 6G ). (D) Profile plots shows that the superoxide dismutase activity decrease was additive (F = 3.506, p = 0.143); (E) Decrease in glutathione peroxidase activity; (F) Profile plot shows a synergy interaction in the decrease of glutathione peroxidase activity (F = 11.174, p = 0.006). ** p < 0.01 for the treated group compared to the control, while # p < 0.05 for the combined group compared to single treated groups.
The DNA damage results of different treated groups are presented in Figure 6A -E. A significant difference is exhibited by the co-exposed group, when compared to the other groups. Factorial analysis confirms that the co-exposure of SiNPs and B[a]P induces DNA damage in a synergistic manner (F = 28.392, p < 0.001, Figure 6G ). 
Cell Cycle Arrest
The majority of cells in the SiNPs and B[a]P co-exposed group were arrested in the G2/M checkpoint of the cell cycle ( Figure 7 ). This suggests that the co-exposure of SiNPs and B[a]P induced cell cycle arrest at the G2/M checkpoint. A summary of the percentage of cells in the G0/G1 phase, S phase, and G2/M phase, is represented in Figure 7F . Factorial analysis shows that there was a synergistic interaction between SiNPs and B[a]P cell cycle arrest during induction (F = 27.637, p = 0.001, Figure 7G ). Western blot results show a significant increase in Chk1 protein expression and decrease in Cdc25C, cyclin B1, and Cdc2 proteins expression, in the B[a]P + SiNPs group, when compared to the other groups ( Figure 7H,I ).
Apoptosis
Apoptosis was significantly induced in cells treated with SiNPs. Moreover, it was significantly higher in the combined exposure group than the single exposure group ( Figure 8F ). This demonstrates that co-exposure enhanced the apoptotic rate in HUVECs, when compared to individual chemical compounds. Factorial analysis shows a synergistic interaction between SiNPs and B[a]P in inducing the apoptosis of HUVECs (F = 23.838, p = 0.001, Figure 8G ). 
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Discussion
Several studies have linked ambient PM with the increased morbidity and mortality of cardiovascular and pulmonary diseases [2] [3] [4] . Of special interest are the UFPs, which are more hazardous and can lead to worse health effects [28, 29] . This is due to the complexity of their biological effects, which not only depend on their individual response, but also on the interaction with other pollutants. UFP, along with PAH, can enhance the resulting effects. Therefore, it is important to identify the combined biological effects of UFP and the attached toxic PAH, since they are widely spread in the atmosphere during in-dust periods [10] and constructions [11] . In addition, their increased application in the industrial, commercial, and biomedical fields, is also increasing their environmental presence [12, 13] . On the other hand, PAH produced during the incomplete combustion of fossil fuels is the most ubiquitous in ambient air [9] .
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The SiNPs used in this study were small in size and spherical in shape ( Figure 1A ,B). This may have facilitated their cellular uptake [30] . Moreover, their smaller sizes produced a larger surface area for B[a]P adsorption, thus increasing the B[a]P cytoplasm bioavailability. The present study suggests that the NOEC of SiNPs and B[a]P, when co-exposed to human endothelial cells, induces oxidative damage, resulting in DNA damage, cell cycle arrest at the G2/M checkpoint, and the apoptosis of HUVECs. A synergy interaction between SiNPs and B[a]P was involved in enhancing their toxicity. To gain a greater understanding of the mechanism involved in SiNPs and B[a]P co-exposure-induced biological effects, such as those affecting cellular morphology, cell viability was measured as cytotoxicity indicators in HUVECs. We assessed the morphology of HUVECs exposed to SiNPs and/or B[a]P for 24 h by optical microscopy (Figure 3) . A cell density reduction, irregular shape, and cellular shrinkage were observed. Cellular morphology changes have always been chosen as a pointer in determining the cytotoxicity [31] . To confirm and analyze this observation, the cell viability was measured ( Figure 2C ). Our data revealed that the co-exposure of SiNPs and B[a]P induced cytotoxicity in a synergistic manner.
To confirm oxidative DNA damage, we carried out intercellular ROS generation and oxidative damage analyses. Both SiNPs and B[a]P have been demonstrated to induce DNA damage through ROS generation [21, [32] [33] [34] . The results show that co-exposure to SiNPs and B[a]P synergistically induced intracellular ROS production, lipid peroxidation, and a decrease in GSH-px activities in cells. Moreover, the decrease in SOD activities was due to the additive effect of B[a]P and SiNPs. SOD specifically catalyzes the dismutation of the superoxide anion to O 2 and H 2 O 2 , and the disturbed SOD activity may increase the level of ROS, thus leading to redox imbalance, which is an initial result of ROS-induced DNA damage [35] . Intracellular GSH has been known to act as a major nonenzymatic antioxidant or free radical scavenger that protects cells against oxidative stress [35] . The inverse relationship between the ROS level and the GSH activities observed in this study indicates that the free radical species generated by the synergy interaction between SiNPs and B[a]P, reduces the intracellular antioxidant level. Moreover, free radicals also result in the production of malondialdehyde, an indication of lipid peroxidation. Our data demonstrate that the generation of intracellular ROS caused oxidative damage, followed by the production of lipid peroxidation and the inhibition of antioxidant activities.
In the present study, our results showed that the degree of DNA damage was significantly high during the co-exposure of B[a]P and SiNPs ( Figure 6) . Furthermore, the results show that the co-exposure of B[a]P and SiNPs inhibited HUVECs proliferation by inducing G2/M cell cycle arrest ( Figure 7) . The cell response to DNA damage always involves multiple repair mechanisms and checkpoint responses that can interrupt cell cycle progression or alter DNA replication [36] . Cells usually initiate cell cycle checkpoints in order to detect and repair damaged DNA, for the purpose of maintaining genome stability [37] . In the case of incomplete damaged DNA repair, the checkpoints will arrest cell cycle at either the G0/G1, S, or G2/M phase. Cells with DNA damage are prevented from entering mitosis (M phase) at the G2/M checkpoint [38] . This delay provides extra time for DNA damage repair [39] . However, when the DNA damage is so severe that it exceeds the cellular repair capacity, apoptosis occurs.
In the current study, we confirmed that the co-exposure of SiNPs and B[a]P elicited cell cycle arrest at the G2/M checkpoint. Our data also show that Cdc25C, Cdc2, and cyclin B1 were notably suppressed in HUVECs, after exposure to B[a]P + SiNPs for 24 h, while Chk1 was significantly increased. Checkpoint kinase 1 (Chk1), a vital kinase for conserving genome stability, is always triggered in response to DNA damage. It plays an important role in the cell cycle checkpoint control, DNA damage repair, and DNA damage-induced apoptosis [40, 41] . Chk1 is primarily involved in the G2/M checkpoint signal transduction pathway [42, 43] . Chk1 is triggered to inhibit the activation of Cdc25C, consequently resulting in the downregulation of cyclinB1 [44] . Cdc2 and cyclin B1 are necessary for the cells to enter into the mitotic phase. Cdc2 always attaches to cyclin B1 during the the G2/M transition. The blockage of the cyclin B1/Cdc2 complex results in G2/M cell cycle arrest [45] . This study demonstrate that the co-exposure of B[a]P and SiNPs induced a toxic effect of endothelial cells through triggering the Chk1-dependent G2/M DNA damage checkpoint signaling pathway.
Our data show that apoptosis was significantly induced in cells treated with combined SiNPs and B[a]P (Figure 8 ). The up-regulation of pro-apoptotic proteins (bax, Caspase-9m and caspase-3) and downregulation of anti-apoptotic protein bcl-2, confirms that the co-exposure of SiNPs and B[a]P induced apoptosis in HUVECs. p53 has been postulated to up-regulate Bax [46] . Besides, the entry of bax into the mitochondrial membrane may instigate p53-mediated apoptosis [46] . Caspases are triggered through proteolytic cascades, which can amplify an initially small amount of caspase activity to levels which are sufficient for the initiation of apoptosis [47] . Bax, Caspase-9, and Caspase-3 are involved in the intrinsic apoptosis pathway [47] . Hence, this study demonstrates that the intrinsic apoptosis pathway is involved in SiNPs and B[a]P co-exposure-induced apoptosis.
Conclusions
In summary, the co-exposure of UFPs and PAH may induce some unanticipated toxicity, even beyond the well known toxicities of the individual compounds. Our results reveal that the co-exposure of SiNPs and B[a]P caused excessive oxidative stress, leading to DNA damage, cell cycle arrest, and apoptosis. The Chk1-dependent G2/M DNA damage checkpoint signaling pathway and intrinsic apoptosis pathways were involved in inducing cell cycle arrest and apoptosis, respectively. The toxicity was potentiated by synergistic interactions between SiNPs and B[a]P. This study provides evidence of the interactions between UFPs and PAH, causing cardiovascular toxicity.
